Abstract
Introduction
Avian influenza (AI) is an acute highly contagious and infectious viral disease of all species of birds in general, and poultry in particular and is worldwide in distribution (1) . Avian influenza (AI) is a viral, highly contagious disease of domestic and wild birds characterized by respiratory, digestive, nervous signs, depression, reduced feed, water intake, decline in egg production and egg quality (2). Outbreaks of avian influenza virus (AIV) caused great economic losses in the poultry industry and are threats to human health (3) .Influenza viruses belong to the family Orthomyxoviridae which is divided into five genera: Influenza A, Influenza B, Influenza C, Isavirus and Thogotovirus on the basis of antigenic differences in internal nucleoprotein and matrix protein, in addition to the sixth genera has been recently described (4) . Influenza virus particles are considered pleomorphic and can appear spherical with particles 50 to 120 nm in diameter, or filamentous virions 20 nm in diameter or longitudinally shaped (5) . Influenza viruses are RNA viruses with segmented negative single-stranded RNA, The genome of influenza A viruses is consists of eight segments coding for 11 proteins (6) . Influenza A viruses that infect poultry can be divided into two groups on the basis of their ability to cause disease in chickens which are Highly Pathogenic Avian Influenza (HPAIV) and Low Pathogenic Avian Influenza (LPAIV) (7) . Influenza A viruses of subtype H9N2 are now considered to be wide spread in poultry and have demonstrated the ability to infect human (8), (9) . The control on the Avian Influenza is difficult because the ability of the virus to change through antigenic drift and antigenic shift which increase the potential of emerging virulent strain of AIV (10) . Classical methods for detection and identification of AIV samples are time consuming (4-10 days), laborious, expensive, and require special laboratory facilities and trained staff. Over the last decade, the use of molecular methods based on nucleic acid amplification for genetic identification have improved the sensitivity and speed for diagnosis of AIV(11).The aim of this study was to detect avian influenza virus by rt RT-PCR .
Materials and Methods

Ethical approval
The Animal Ethical Committee of Veterinary Medicine College, University of Al-Qadisiyah, Iraq, has approved the present study under permission No: 435 Samples were collected from (30) infected chickens flocks located in different areas of Al-Qadisiyah Province, which suffered from severe respiratory signs with high mortality. Tracheal swabs were collected from 5 chickens per flock by using sterile cotton swab for rapid test to AIV. Tissue samples of trachea, lung, kidney and cecal tonsils were collected in sterile Plastic test tubes, labeled and stored in deep freeze at (-42C°) in Najaf veterinary hospital until used for PCR.
Immunochromatography assay:
Rapid Avian Influenza Virus Antigen (One-Step) test Kit (European Veterinary Laboratory, Holland) who contains Pouches, each containing 1 test strip (rapid AIV antigen test device), 1 pipette and 1 cotton swabs, micro tubes and dropper bottle containing diluents. Tracheal swab was used by inserting the swab inside the trachea several times then nine drops from the dropper bottle were added to a micro tube. The swab was inserted into the micro tube, which contained assay diluents and mixed vigorously until the sample has been extracted into the assay diluents. Then the tube was left until the large particles have settled down to the bottom of the tube (for 1 minute).An aliquot was taken from the extracted and mixed sample in the tube by using disposable pipette. Then four to five drops were added into the sample hole on the test device. As the test begins to work, the purple color was observed moving across the result window in the center of the test device, the results were read after 15-20 minutes. 
Reverse transcription real time PCR
Preparation of tissue samples: after thawing the samples, One gram of tissue was taken from first sample and placed in a sterile mortar; little liquid nitrogen was added and grinded by pestle with 1 ml of Phosphate Buffer Saline (PBS) and vortexed vigorously to obtained homogenous suspension. After that, the tube was incubated for 30 minutes at room temperature. All samples were processed as the first sample. An aliquot of the supernatant was transferred into a new 1.5 ml sterile tubes and stored at (-70 ºC) until use (Sacace corporation, Italy).
RNA extraction
The viral RNA was extracted from tissue samples according to the manufacturer´s procedure (IQeasy plus viral DNA/ RNA extraction kit, iNtRON Biotechnology, Korea). Real time RT-PCR was performed for detection of RNA Avian influenza subtype H9. Real-Time RT-PCR detection kit from (BIONOTE, Incorporation, Korea).
Master Mix
Real time RT-PCR master mix was prepared by H9 AIV Real time PCR detection kit and done according to company instructions as following: 
Results
Results of rapid Immunochromatographic assay
The results of rapid Immunochromatographic assay showed that out of 30 flocks were 21(70%) positive for AI subtype H9. 
Results of Real Time RT-PCR
The results of Real-Time PCR showed that out of 30 flocks were 23(76.67%) positive for AIV. Table ( 
Discussion
The results of rapid Immunochromatographic assay showed that out of 30 flocks were 21(70%) positive for AI. The test is characterized by rapidity which can be done in the field, cheap test as compared with other tests and also consider one of most screening test which gave picture about of the presence of viral antigen (12) . A colored band appeared in the line of device through 10-15 minutes due to positive results when tracheal swabs contain the viruses was used from infected birds, while this band disappeared in case of negative results. Our results correspond with 12, 13 and 14, where these studies were concluded that this test was easy and reliable field test and can be done frequently, our results indicated that in term of both sensitivity and specificity, the rapid Immunochromatographic assay might be valuable and accurate test for rapid screening of AIV. The similarity of high results indicates the equitable sensitivity of rapid Immunochromatography assay in detection of viral antigen during the acute phase of this disease. These results were in accordance with AIV subtypes specific rapid strips tests (15) .
When the Rapid The results of the present study were suggested the prevalence of AIV in our country. This must need to apply appropriate control measures against these diseases especially in Al-Qadisiyah Province. Early reporting detection, biosecurity, culling and surveillance remain the most effective ways of disease prevention. It is as common practice in Al-Qadisiyah Province, to vaccinate broiler flocks against AIV. Despite the use AIV vaccines, it is common to find infections by this virus in vaccinated broiler flocks (22) .Which may be due to present serotypes different from vaccinating strains.
